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FEB 0.6 2009 

Dear Christian, 

1 called and left a message. Would like to have a telephonic interview and see if the 
following claims would overcome all the issues of record. 

Please give me a call, 202-263-4332. 

Thanks much, 
Suzannah 

Proposed Claims 

1. {Withdrawn, Original) An isolated polynucleotide which codes for a polypeptide having the 
amino acid sequence which is 90 to 100% identical to the amino acid sequences contained in 
the sequences SEQ ID NO: 2, 3 and 5 or 7, 8 and 10. 

2. (Withdrawn, Original) The polynucleotide as claimed in claim 1, selected from the group: 

a) polynucleotides comprising the nucleotide sequences SEQ ID NO: 1, 4, 6, 9 or 
nucleotide sequences complementary thereto, 

b) polynucleotides comprising nucleotide sequences which correspond to the sequences 
from a) within the scope of the degeneracy of the genetic code, 

c) polynucleotides comprising nucleotide sequences as in a) which comprise functionally 

neutral sense mutations, 

d) polynucleotides which hybridize with the complementary sequences from a) under 
stringent conditions, where stringent conditions mean washing in 5XSSC at a temperature of 
from 50 to 65 6 C, 

where the polynucleotides code for a cyanide-tolerant nitrile hydratase. 

3. (Withdrawn, Original) A polypeptide comprising amino acid sequences which are 90 to 100% 
identical to the sequences to the sequences SEQ ID NO: 2, 3 and 5 or 7, 8 and 10. 

4. (Withdrawn, Original) The polypeptide having the activity of cyanide-tolerant nitrile hydratases 
as claimed in claim 3, whose remaining activity after conversion of methacrylonitrile in the 
presence of 20 mM (mM=mmol/l) cyanide ions at 20*C after 30 min is at least 90% of the 
remaining activity of the same enzyme when it has been categorized for the conversion in the 
absence of cyanide ions under conditions which are otherwise the same. 
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5. {Withdrawn, Original) A probe or primer comprising sjt least 20 consecutive nucleotides from 
the sequences SEQ ID NO: 1,4,6,9. 

6. (Withdrawn, Previously presented) A vector comprising a polynucleotide selected from the 
group consisting of: 

(a) the polynucleotide of claim 1 ; j. 

(b) a polynucleotide comprising the nucleotide sequences SEQ ID NO: 1, 4, 6, 9 or 
nucleotide sequences complementary thereto, where fte polynucleotides code for a cyanide- 
tolerant nitrile hydratase; j: 

(c) a polynucleotide comprising nucleotide sequences which correspond to the 
nucleotide sequences SEQ ID NO: 1, 4, 6, 9 or nucleotide sequences complementary thereto, 
within the scope of the degeneracy of the genetic codej, where the polynucleotides code for a 
cyanide-tolerant nitrile hydratase; j 

(d) a polynucleotide comprising the nucleotide Sequences SEQ ID NO: 1, 4, 6, 9 or 
nucleotide sequences complementary thereto, which comprise functionally neutral sense 
mutations, where the polynucleotides code for a cyanicie-tolerant nitrile hydratase; 

<e) a polynucleotide which hybridizes with the complementary sequences of nucleotide 
sequences SEQ ID NO: 1 , 4, 6, or 9 under stringent conditions, where stringent conditions 
mean washing in 5XSSC at a temperature of from 50 to 65°C, where the polynucleotides code 
for a cyanide-tolerant nitrile hydratase. 

7. (Withdrawn, Previously presented) A host cell transformed or transfected by the introduction 
of a polynucleotide selected from the group consisting of: 

(a) the polynucleotide of claim 1 ; 

(b) a polynucleotide comprising the nucleotide ^sequences SEQ ID NO: 1, 4, 6, 9 or 
nucleotide sequences complementary thereto, where ihe polynucleotides code for a cyanide- 
tolerant nitrile hydratase; 

(c) a polynucleotide comprising nucleotide sequences which correspond to the 
nucleotide sequences SEQ ID NO: 1, 4, 6, 9 or nucleqtide sequences complementary thereto, 
within the scope of the degeneracy of the genetic code, where the polynucleotides code for a 
cyanide-tolerant nitrile hydratase; 



(d) a polynucleotide comprising the nucleotidejsequences SEQ ID NO: 1, 4, 6, 9 or 
nucleotide sequences complementary thereto, which pomprise functionally neutral sense 
mutations, where the polynucleotides code for a cyanide-tolerant nitrile hydratase; 
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(e) a polynucleotide which hybridizes with the complementary sequences of nucleotide 
sequences SEQ ID NO: 1, 4, 6, or 9 under stringent conditions, where stringent conditions 
mean washing in 5XSSC at a temperature of from 50 to 65°C. where the polynucleotides code 
for a cyanide-tolerant nitrile hydratase 
or a vector comprising the polynucleotide. 

8. (Withdrawn, Original) A host cell transformed by the introduction of a vector as claimed in 
claim 6. 

9. (Withdrawn, Previously presented) A process for the enzymatic preparation of amides from 
nitriles, which comprises the following steps: • 

a) conversion of a compound comprising nitrile groups using a microbial enzyme 
(polypeptide) which has nitrile hydratase activity and 

b) removal of the amide formed, 

employing a cyanide-tolerant nitrile hydratase selected from the group consisting of: 

(1 ) the polypeptide of claim 3; 

(2) a polypeptide having the activity of cyanide-tolerant nitrile hydratases comprising 
amino acid sequences which are 90 to 100% identical to the sequences to the sequences SEQ 
ID NO: 2, 3 and 5 or 7, 8 and 10, whose remaining activity after conversion of methacrylonitrile 
in the presence of 20 mM (mM-mmol/l) cyanide ions at 20"C after 30 min is at least 90% of trie 
remaining activity of the same enzyme when it has been categorized for the conversion in the 
absence of cyanide ions under conditions which are otherwise the same, 

for the conversion of the nitrile to the amide. 

1 0. (Currently amended) :fhe-p«>eess-ae^lai^^ whereto A process for the 

enzvmatic preparation of an amide from a nitrile. whi ch comprises contacting a compound 
comprising a nitrile group with a polypeptide a-fre st coil tranoformod - or - trancf o ctod by th e 
introdu ction of a polynuoleot ide-seleete^ from tho group conoiotlng of: 

(a) o poiynuo l oot i do wh i ch codo o for a p olypeptide having th o am i no ac i d o o qu e n ee 
w hich i s 90 to 1 00% idontical to tho amino ac i d - Goqu o ncoo conta i ned in tho coquenc e e SEQ ID 
NO: 2, 3 afld or_5 e f - ?, 8 ond -- V 9; 

(b) encoded by a polynucleotide comprising the nucleotide sequences SEQ ID NO: 1 , 4, 
SrS-or nucleotide sequences complementary theret o, w h oro tho polynun lnn t idr^ rnrif) fr >F-a 
eya nido to le ran i- nitr il o hydra tase; or 
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(c) □ P o l ynuclooU de^empf-isifl§-iw€l oot i d o G oguonc o c which corres po nd te-the 
weteeti do soquonooc SEQ ID NO: 1, 1, 6, 0 or nu r l n ot i de RBquonooc oomplomcntary thoroto. 
wftMn-fo^sse po - of tho dogon o raoy o f th n gonotic oodo, wh afe-fee^el ynuoloalidoo codo for a 

eyonfd e- tolorant nitr il o hydrata sei 

(d) a polynuclootidn m mprh i nj th" weteotie^-segtienees SEQ ID NO: 1. 1 . 6, - Q - or 
nuc l oot i d c seq u en c es semp te mef tfaf y thn r atn - whioh com pftee4fcH=i otiona l ly noutra l ponso 
metatie ns, wh o ro tho po l y Bbtdeeti^s-eede4QF-a-6yanid o to le rant - nitrilo hydrotas e ; 

(e) encoded by a polynucleotide which hybridizes with the complementary sequences of 

nucleotide sequences SEQ ID NO: 1, or 4, §rer-9 under stringent conditions, where stringent 
conditions mean washing in 5XSSC at a temperature of from 50 to 65 8 C , whoro tho 
pe l y nuoloot i doo cod e f e r - a cyani d o-to l orant nitril e hy drolase 

or a veetef^m^4sm§4h o - polynuG l cot i do, or tho microorganism whlnh produces the 
polypeptide, or a Ivsate lyeates thereo f, i c employ ed. 



1 1 . (Currently amended) The process as claimed in claim 10, wherein resting cells of the 
microorganism are employed. 

12. (Currently amended) The process as claimed in elaim-9 claim 10, wherein a purifiod nitr ite 
hyrlmtfiR a is nmplny a d the polypept i de is purified . 

13. (Currently amended) The process as claimed in etetm-© dajnvlO, wherein the enzyme 
polypeptide is derived from microorganisms of the genus Pseudomonas. 

14. (Currently amended) The process as claimed in claim 13. wherein the o nzym o polypeptide 
is derived from employed microorganisms of the species Pseudomonas putida or Pseudomonas 
marginalis. 

15. (Previously presented) The process as claimed in claim 14, wherein the employed 
microorganisms are deposited under the numbers DSM 16275 and DSM 16276. 

16. (Currently amended) The process as claimed In claim 0 claim 10, wherein Gemeeyftds-of 
the compound has t he general formula (\) or fin 
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CN 
n 

(I) 

R n -CN (II) 



where 

X is OH, H, alkyl, or NH 2 ; 

R is H, saturated alkyl radical having 1 to 12 C atoms, branched or unbranched, 
optionally NH 2 -substituted, unsaturated alkyl radicals having a double bond and 1 to 12 C 
atoms, branched or unbranched, cycloalkyl groups having 3 to 6 C atoms, or alkylene radicals 
substituted by alkylthio groups, where alkyl here corresponds to a C 1 to C3 radical, and 
alkylene corresponds to a divalent C3 to Cq radical, 

R' is H. or an alkyl having 1 to 3 C atoms, 

R" is a mono- or binuclear unsatur ated ring having 6 to 12 C atoms, optionally 
substituted by one or two alkyl groups (C<| -C 3 ), CI, Br, F, or an alkyl nitrile radical having 1 to 6 

C atoms T 

aro co n verted to th ffl soffeseendteg-affltees. 

17. (Currently amended) The process as claimed in claim 16, wherein a compound oftho 
gonorot formula (I) the compound is converted in the presence of hydrocyanic acid or a salt of 
hydrocyanic acid. 

18. (Currently amended) The process as claimed in claim 17, wherein the conversion is carried 
out in the presence of an initial concentration of more than 0.5 mol% cyanide to 3 mol% 
cyanide, based on the nitrite compound employed. 

19. (Currently amended) The process as claimed in elaim-9 claim 10, wherein 2-amino-4- 
methylthiobutyronltrile is employed as nitrite the compound. 



PAGE 6/8 ' RCVD AT 2(6/2009 4:20:46 PM [Eastern Standard Time) * SVR:USPTO-EFXRF-6/29 * DNIS:2738300 ' CSID: * DURATION (mm-s$):01 46 



FEB-06-2009 FRI 04:09 PM FAX NO. P. 

_n:- 



20. (Currently amended) The process as claimed in dam-© claim 10, wherein 2-hydroxy4- 
methylthiobutyronitriler^^^F^riateHy- eoont in the r eaet i u i i mi At u io from th n p r npn rnti n n ^ 
this nitri te- is employed as ftitriie the compound. 

21 . (Currently amended) The process as claimed In etaw-9 claim 10, wherein 2-hydroxy-2- 
methylpropionitrile is employed as nitrite the compound. 

22. (Currently amended) The process as claimed in Giaim-9 claim 1Q, wherein the amide or the 
solution comprising the amide is separated from the cells of the biomass, and the amide is 
hydrolyzed to the corresponding acid. 

23. (Currently amended) The process as claimed in eteim-9 claim 10, wherein the amide or the 
solution comprising the amide is separated from the cells of the biomass, and the amide is 
hydrolyzed with alkali metal or alkaline earth metal hydroxides to the salts of the corresponding 
carboxylic acids. 

24. (Currently amended) The process as claimed in claim 23, wherein MHA amide is hydrolyzed 
with calcium hydroxide, and the calcium salt is obtained. 

25. (Currently amended) The process as claimed in Glaim^ claim 10, where wherein 

a) microorganisms thn microorganism is of the genus Pseudomonas in which isola ted 
p o l ynu c l oo t i d ot v /h ie h co de fnr polypeptides having th * ^mi aa-aeid-seei uono o c wh i ch ar o 00 t n 
100% identisal lu Um amino uUd ooquoncnn comprint in ttw-buguun&os with tho ooquonnnn 
SC O I D NO: 2, 0, 5, 7, B, 10, whoro th o pn ly p optldoo have tho activ i ty of a oyanido tolorant 
nitr i lo hydrataco, enhanc e d , in particu l ar m r e mb lnantly ovoroxprooo o d. nr n f p rmnnt eeV 

b) tho efgyma pM 1 r»H- .^ e o f i^a.B%-aad- tovina n i tri l ohvdrataso activity is i sola ted 
whoro app ro pria te f rom th oco mi?r?T 3TT i '- mc . 1 " '■ pmt ni n frn ntin n nn m n ri n in n th i n fw yfflO-is 
pmpAm4 and is fermented to obtain th e polypeptide nr a oroteln fraction comprising the 
polypeptide , and 

o) tho . m i croorganisms according to a) ortli o cnzrymo or tho fraction nnmpr i oing tho lot tn r 
aecwdlng to b) to - tmncforrod transferring the polypeptide or the protein fraction into a medium 
which comprises a-so mpound compr i sing nitrilo greups-ef tho gonora l formuloo ( I ) and (II) the 
compound . 
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26. (Currently amended) The process as claimed in cl aim 10 claim 25. wherein 
the compound has the general formula (I) or (II) 



(I) 



R»-CN 



(II) 



where 



X is OH, H, alkyl, or NH 2 ; 

R is H, saturated alkyl radical having 1 to 12 C atoms, branched or unbranched, 
optionally NH2~substituted. unsaturated alkyl radicals having a double bond and 1 to 12 C 
atoms, branched or unbranched, cycloalkyl groups having 3 to 6 C atoms, or alkylene radicals 
substituted by alkylthio groups, where alkyl here corresponds to a C<i to C3 radical, and 
alkylene corresponds to a divalent C 3 to Cg radical, 

R" is H, or an alkyl having 1 to 3 C atoms, 

R" is a mono- or binuclear unsaturated ring having 6 to 12 C atoms, optionally 
substituted by one or two alkyl groups (C1-C 3). CI, Br, F, or an alkyl nitrile radical having 1 to 



27. (Withdrawn, Original) A microorganism of the genus Pseudomonas deposited under the 
number DSM 16275 or DSM 16276. 

28. (Withdrawn, Original) A cyanide-tolerant nitrite hydratase isolated from the strains of the 
genus Pseudomonas deposited under the numbers DSM 16275 and DSM 16276. 



C atomsr 
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